We used Pbr322 DNA as a control to examine the extent of non-specific binding and protein-protein aggregation in BspMI binding to DNA. BspMI has only one binding site to Pbr322 DNA. With an enzyme concentration of 5 units/mL and DNA concentration of 1.25 ng/μL, we observed that the protein binds DNA on more than one site, as shown in Figure 1S , with binding sites indicated by black arrows. This establishes that non-specific binding to DNA is present to a significant extent under high enzyme concentrations. Furthermore, protein-protein aggregation made the volume of protein-DNA complexes bigger than one protein or one protein-BspMI complex, which is indicated by red arrows in figure 1S . Figure S1 . AFM images of protein（BspMI）and DNA (Pbr322) complex. The enzyme concentration used during imaging was 5 units/mL and the DNA concentration was 1.25 ng/μL. The image clearly shows non-specific binding to DNA (black arrows) and protein-protein aggregation (red arrow).
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